Bl 



(19) 



J) 



Europaisches Patentamt 
European Patent Office 
Office europeen des brevets 



(12) 



(11) EP 0 838 850 A2 

EUROPEAN PATENT APPLICATION 



(43) Dale of publication: 

29.04.1998 Bulletin 1998/18 

(21) Application number: 97308515.2 

(22) Date ot Tiling: 24.10.1997 



(51) IntCl.s. H01L 21/66 



(84) DesignatedXtontracting States: 


(72) Inventor: Ishikawa, Mitsuru 


AT BE CH DE DK ES FI FR GB GR IE IT U LU MC 


Hamamatsu-shi, Shizouka-ken 435 (JP) 


NL PT SE 


Designated Extension States: 


(74) Representative: Whitten, George Alan et a) 


AL LT LV RC SI 


R.G.C. Jenkins & Co., 




26 Caxton Street 


(30) Priority: 24.10.1996 JP 282517/96 


London SW1H0RJ(GB) 


(71) Applicant: HAMAMATSU PHOTONICS K.K. 




Shizuoka-ken 43S (JP) 





(54) Method for placing flourescent single molecules on surface of substrate and method for 
visualizing structural defect of surface of substrate 



(57) A method for placing fluorescent single mole- 
cules on a surface of a substrate includes dropping a 
sample solution in which fluorescent molecules are dis- 
solved in a predetermined concentration in a volatile, or- 
ganic solvent, onto a slip of paper placed on the sub- 
strate and pulling the slip of paper so as to make the 
dropped sample solution traverse the surface of the sub- 



strate before the organic solvent evaporates. Since a 
single molecular layer of fluorescent molecules with 
high uniformity can be placed readily on the surface of 
the substrate, measurement of fluorescence and meas- 
urement of scattered light can be carried out accurately 
and structural defects of the surface of substrate can be 
visualized from luminous spots of fluorescence and from 
luminous spots of scattered light. 
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Description 

BACKGROUND OF THE INVENTION 
Field of the Invention 

The present invention relates to a method for plac- 
ing fluorescent single molecules on a surface of a sub- 
strate and, more particularly, to a method for placing flu- 
orescent single molecules on a surface of a substrate 
such as a silicon wafer and a method for visualizing a 
structural defect of the surface of substrate. 

Related Background Art 

Recent advance in single molecule imaging meth- 
ods based on detection of fluorescence has been real- 
izing observations of position, orientation, motion, pho- 
tochemical reaction, enzyme reaction, and relaxation 
process of excited state of individual pigment molecules 
at room temperature. Particularly, the success in deter- 
mining orientations of individual pigment molecules by 
scanning near-field microscopy and scanning confocal 
microscopy is owing to fixation of pigment molecules. In 
this case, the pigment molecules are doped in a poly- 
mer. In contrast to it, use of an ordinary optical micro- 
scope provided with a television camera enables us to 
simultaneously observe a plurality of individual mole- 
cules without mechanical scanning. 

A conventional, simple arraying method of single 
molecules is the spin coating method, by which the pig- 
ment molecules are uniformly dispersed by spreading 
them on a substrate by use of a polymer. It is noted here 
that a "single molecule" means not only one molecule, 
but also a group of plural molecules as long as groups 
can be counted one by one separately (which is also the 
case in the following description). 

It is, however, very hard to uniformly disperse the 
pigment molecules by the spin coating method unless 
the pigment molecules are spread with a nonvolatile ma- 
terial of high viscosity such as the polymer. With inter- 
vention of the nonvolatile material such as the polymer, 
the material would readily take contamination in from the 
outside. In particular, when excitation light was of a short 
wavelength, for example, in the ultraviolet region, there 
was the problem that fluorescence from impurities taken 
in from the outside or fluorescence of the polymer itself 
in some cases, may obstruct measurement of fluores- 
cence of single molecule at a high possibility. 

Incidentally, todecrease defects and particles of the 
submrcron or smaller order on a surface of a semicon- 
ductor wafer typified by a silicon wafer is important to 
realizing high integration of semiconductor memory, for 
example. Some methods for efficiently recognizing ac- 
tual states of defects and particles on the surface of 
semiconductor wafer were proposed and are under 
practical use. For example, there are reports on the 
light-scattering method or on a method for combining 



the light-scattering method with atomic force micro- 
scope (hereinafter referred to as AFM) (for example, Fu- 
jino et al., Oyo Buturi Vol. 66, No. 7 1997, PP 723-733). 
The former method allows us to detect the particles and 
5 defects in sizes ranging from approximately the wave- 
length of light used to approximately one tenth thereof. 
The latter method also allows us not only to detect the 
particles and defects, but also to evaluate the sizes 
thereof. 

*o A feature of the light-scattering method is the capa- 
bility of readily detecting presence or absence of defects 
or particles scattered in a wide area (50 to 100 micron 
square) as compared with the sizes (of the submicron 
or less) of defects and particles. However, when the par- 
's tides and defects have the sizes of below the diffraction 
limit of light, presence thereof can be detected, but the 
exact sizes thereof cannot be measured. It is difficult to 
distinguish the defects from adhering particles and it is 
not possible to determine whether a defect is convex or 
20 concave with respect to the surrounding surface. On the 
other hand, the AFM permits us to measure the exact 
sizes of particles and defects, even the sizes of below 
the diffraction limit of light which are impossible to meas- 
ure by the light-scattering method. The AFM, however, 
25 has a drawback that a long measuring time is necessary 
for finding out the particles and defects which are scat- 
tered in the wide area as described above and locations 
of which are unknown. 

Further, the combination of the light-scattering 
30 method with the AFM partly enables to make up for their 
drawbacks and make use of their advantages; but when 
the AFM taking the long measuring time is combined 
with the light-scattering method taking the measuring 
time not so long, the measuring time is after all deter- 
35 mined by the measuring time of AFM. In addition, the 
AMF is not advantageous in terms of the cost of appa- 
ratus itself. 

As described previously, the spin coating method 
had the problem that it had the high possibility that the 

40 fluorescence from the impurities taken in from the out- 
side or the fluorescence of the polymer itself obstructed 
the measurement of fluorescence of single molecule. 

Desires existed for measuring means for attaining 
information about distinction between particle and de- 

4 5 feet and, in the case of a defect, about whether it is con- 
vex or concave with respect to the surrounding surface 
in a simple manner and within a short measuring time 
equivalent to that by the light-scattering method. 

50 SUMMARY OF THE INVENTION 

It is, therefore, an object of the present invention to 
provide a method for placing the single molecules on 
the surface of substrate, by which individual molecules 
55 can be uniformly dispersed even with use of a volatile 
solvent of low viscosity, and a method for visualizing a 
structural defect of the surface of substrate. 

A method according to the present invention is a 
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method for placing fluorescent single molecules on a 
surface of a substrate, on the occasion of carrying out 
measurement of fluorescence of fluorescent molecules, 
comprising the steps of: 

dissolving the fluorescent molecules in a predeter- 
mined concentration in a volatile, organic solvent, 
thereby preparing a sample solution; 
placing a slip of paper on a substrate where the 
measurement of fluorescence is carried out; 
dropping the sample solution onto the slip of paper 
placed on the substrate; and 
pulling the slip of paper so as to make the dropped 
sample solution traverse the surface of the sub- 
strate before the organic solvent evaporates. 

According to the present invention, the fluorescent 
molecules are dissolved in the volatile, organic solvent, 
so that contaminations are hardly taken in from the out- 
side ; thereby preventing the solvent and contaminations 
from obstructing the fluorescence measurement. Since 
the sample solution dropped onto the slip of paper is 
pulled so as to traverse the surface of substrate, a single 
molecule layer of fluorescent molecules with high uni- 
formity can be placed readily on the surface of substrate. 

A method for visualizing a structural defect of a sur- 
face of a substrate, on the occasion of carrying out 
measurement of fluorescence of fluorescent molecules, 
comprising the steps of; 

dissolving the fluorescent molecules in a predeter- 
mined concentration in a volatile, organic solvent, 
thereby preparing a sample solution: 
placing a slip of paper on a substrate where the 
measurement of fluorescence is carried out: 
dropping the sample solution onto the slip of paper 
placed on the substrate: 

pulling the slip of paper so as to make the dropped 
sample solution traverse the surface of the sub- 
strate before the organic solvent evaporates, there- 
by placing the fluorescent single molecules on the 
surface of the substrate; 

radiating laser light to the surface of the substrate 
on which the fluorescent single molecules are 
placed; 

then measuring fluorescence generated in the sur- 
face of the substrate; and 

obtaining a luminous spot of fluorescence from the 
fluorescence measured. 

According to this invention, the measurement is car- 
ried out for the single molecule layer of fluorescent mol- 
ecules with high uniformity placed on the surface of sub- 
strate, so that accurate fluorescence measurement can 
thus be carried out, thereby visualizing the structural de- 
fect of the surface of substrate from the luminous spot 
of fluorescence. 

Another method for visualizing a structural defect of 
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a surface of a substrate, on the occasion of carrying out 
measurement of scattered light of the surface of the sub- 
strate on which fluorescent molecules are deposited, 
comprising the steps of: 

dissolving the fluorescent molecules in a predeter- 
mined concentration in a volatile ; organic solvent, 
thereby preparing a sample solution; 
placing a slip of paper on a substrate where the 
measurement of scattered light is carried out: 
dropping the sample solution onto the slip of paper 
placed on the substrate; 

pulling the slip of paper so as to make the dropped 
sample solution traverse the surface of the sub- 
strate before the organic solvent evaporates., there- 
by placing the fluorescent single molecules on the 
surface of the substrate; 

radiating laser light to the surface of the substrate 
on which the fluorescent single molecules are 
placed; 

then measuring scattered light generated in the sur- 
face of the substrate: and 

obtaining a luminous spot of scattered light from the 
scattered light measured. 



According to this invention, the measurement is car- 
ried out for the surface of the substrate on which the 
single molecule layer of fluorescent molecules with high 
uniformity is placed. Therefore, an accurate measure- 

30 ment of scattered light result from irregulality of the sur- 
face of the substrate itself instead of pigment molecules 
themselves can be carried out. By comparing the posi- 
tion of the luminous spot of scattered light and the po- 
sition of luminous spot of fluorescence observed in the 

35 same field and used same sample as in the measure- 
ment of scattered light, structural defect of the surface 
of the substrate can be visualized. In this case, since 
the uniformity of the single molecule layer of fluorescent 
molecules is high, fluorescent molecules themselves do 
not contribute to generate scattering light. 

The present invention will be more fully understood 
from the detailed description given hereinbelow and the 
accompanying drawings, which are given by way of il- 
lustration only and are not to be considered as limiting 

45 the present invention. 

Further scope of applicability of the present inven- 
tion will become apparent from the detailed description 
given hereinafter. However, it should be understood that 
the detailed description and specific examples, while in- 

so dicating preferred embodiments of the invention, are 
given by way of illustration only, since various changes 
and modifications within the spirit and scope of the in- 
vention will be apparent to those skilled in the art from 
this detailed description. 

55 

BRIEF DESCRIPTION OF THE DRAWINGS 

Figs. 1 A and 1 B are schematic, explanatory draw- 
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ings to show a method for placing the fluorescent 
single molecules on a surface of substrate accord- 
ing to an embodiment of the present invention, 
wherein Fig. 1 A is a flowchart thereof and Fig. 1B 
is a perspective view of the substrate and lens s 
cleaning paper: 

Fig. 2 is a schematic drawing to show a fluorescent 
photon measuring apparatus including an image 
processing device etc. used in the embodiment of 
the present invention; 10 
Fig. 3 is a diagram to show the relation between 
concentration of sample solution and number of to- 
tal fluorescent photons; 

Figs. 4A-4D are drawing to show traces of micro- 
photographs of luminous spots of fluorescence '5 
achieved when sample solutions of respective con- 
centrations are fixed on the substrate, wherein Fig. 
4 A shows a case of the sample solution of 1 .47 X 
10" 4 M, Fig. 4B a case of the sample solution of 1 .47 
X 10" 5 M, Fig. 4C a case of the sample solution of 20 
1.47 x 10" 6 M, and Fig. 4D a case of the sample 
solution of 1.47 x 10" 7 M; 

Figs. 5A-5C are histograms to show statistical dis- 
tributions of frequency of occurrence of fluorescent 
photon number obtained when numbers of fluores- 25 
cent photons contributing to individual luminous 
spots of fluorescence are counted, wherein Fig. 5A 
shows a case of the sample solution of 1 .47 x 1 0* 5 
M, Fig. 5B a case of the sample solution of 1.47 X 
10* 6 M, and Fig. 5C a case of the sample solution 30 
of 1 .47 x 1 0' 7 M; 

Figs. 6A-6C are drawings to show traces of micro- 
photographs of luminous spots of fluorescence at- 
tained in use of the sample solution of 1.47 X 10" 4 
M and at temperatures changed, wherein Fig. 6A 35 
shows luminous spots of fluorescence observed at 
66 K : Fig. 6B luminous spots of fluorescence ob- 
served after the temperature is increased to 300 K, 
and Fig. 6 luminous spots of fluorescence observed 
after the temperature is again decreased to 66K; *o 
Fig. 7A and Fig. 7B are drawings to show traces of 
microphotographs attained when the fluorescent 
photon measuring apparatus shown in Fig. 2 is 
used and when the sample solution is fixed on the 
substrate, wherein Fig. 7A shows luminous spots of 
scattered light observed with removing a long-path 
filter from the microscope and Fig. 7B luminous 
spots of fluorescence observed in the same field of 
view as in Fig. 7A with the long-path filter mounted 
on the microscope; and so 
Fig. 8A and Fig. 8B are drawing to show traces of 
microphotographs obtained when the fluorescent 
photon measuring apparatus shown in Fig. 2 is 
used and when the sample solution is prepared on 
the substrate without cleaning excess particles that 55 
were removable by the lens cleaning paper, where- 
in Fig. 8A shows luminous spots of scattered light 
observed with removing the long-path filter from the 



6 

microscope and Fig. 8B luminous spots of fluores- 
cence observed in the same field as in Fig. 8A with 
the long-path filter mounted on the microscope. 

DESCRIPTION OF THE PREFERRED 
EMBODIMENTS 

The embodiments of the present invention will be 
described by reference to the accompanying drawings. 

Figs. 1 A and 1 B are schematic, explanatory draw- 
ings to show the method for placing the fluorescent sin- 
gle molecules on the surface of substrate according to 
an embodiment of the present invention, wherein Fig. 
1 A is a flowchart thereof and Fig. 1 B a perspective view 
of the substrate and lens cleaning paper being a slip of 
paper. 

First, a sample solution used for measurement of 
fluorescence of fluorescent molecules is prepared at 
step 1 of Fig. 1A. The sample solution is prepared by 
dissolving fluorescent molecules, which are measured 
objects in the measurement of fluorescence, in a prede- 
termined concentration in a volatile, organic solvent. 

The fluorescent molecules that can be used in the 
present invention are those selected, for example, from 
rhodamine B, various coumarin derivatives, rhodamine 
6G, rhodamine 110, sulforhodamine 640, fluorescein 
uranine, Nile blue, cresyl violet, acridine orange, mala- 
chite green and crystal violet in behalf of triphenylmeth- 
ane pigments : cyanine pigments, and so on. Particular- 
ly, any fluorescent material that is soluble in methanol 
and other volatile, organic solvent to be mentioned later 
can be used without any specific limitation. 

Such fluorescent molecules are dissolved prefera- 
bly in a concentration of 10" 4 M or less, more preferably 
in a concentration of about 10 -5 M in the organic solvent. 
Concentrations of the fluorescent molecules over 10~ 4 
M are not preferred, because the fluorescent molecules 
themselves tend to solidify. More preferably, the con- 
centration of the fluorescent molecules is controlled to 
be 10 -7 M or more. This is because if the concentration 
of the fluorescent molecules is less than 10 -7 M the flu- 
orescent molecules will not spread all over the pits of 
substrate 5. 

The volatile, organic solvent is preferably selected, 
for example, from alcohols, such as methanol and eth- 
anol, ethers, acetone, ethylene glycol, and so on. 

Next, at step 2 the lens cleaning paper 6 is placed 
on the substrate 5, for example, on a silicon wafer. There 
is no specific limitation on the substrate 5 as long as the 
surface thereof is smooth. A variety of platelike mem- 
bers can be used as the substrate. 

The present embodiment employs the lens cleaning 
paper 6 as a preferred example of slip of paper, but var- 
ious slips of paper can be used if they have some 
strength and permeability and do not discharge parti- 
cles. For example, preferred paper is carbon base paper 
(JIS P3901 ) or thin paper (machine made Japanese pa- 
per, JIS P4500) according to Japanese Industrial Stand- 
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ards. 

Namely, slips of paper that can be employed in the 
present invention are those having characteristics 
equivalent to those of the carbon base paper having the 
tensile strength 1.3 kg or more longitudinal and 0.6 kg 
or more lateral and the rupture stress 0. 3 kg/cm 2 or more 
as described in above JIS P3901. 

In addition, the present invention can also adopt 
slips of paper having characteristics equivalent to those 
of the thin paper having the breaking length 4.0 km or 
more longitudinal and 1.3 km or more lateral as de- 
scribed in above JIS P4500. 

Next, at step 3 the sample solution 7 prepared at 
step 1 is dropped onto one end of the lens cleaning pa- 
per 6. A drop amount of the sample solution 7 is prefer- 
ably, for example, 20 jil to 200 uJ in case of using a silicon 
wafer of the diameter of 2 inches and can be changed 
with necessity depending upon the cleaning paper 6 
used or the size of substrate 5. 

The sample solution 7 thus dropped spreads by 
capillarity on the lens cleaning paper 6 and permeates 
to the back side of the lens cleaning paper 6 so as to 
reach the surface of substrate 5. 

Then, at step 4 the other end of the lens cleaning 
paper 6 is pulled so as to make the dropped sample so- 
lution 7 traverse the surface of substrate 5 before the 
organic solvent evaporates, whereby the surface of sub- 
strate 5 is coated with the sample solution 7. Then the 
lens cleaning paper 6 is removed from the substrate 5 
and the sample solution 7 is dried, which will result in 
placing a single layer of fluorescent molecules on the 
surface of substrate 5. By this method the single mole- 
cule layer can be obtained with higher uniformity than 
in the case of use of the conventional spin coating meth- 
od. 

Examples 

The present invention will be described in further 
detail with examples. 

Example 1 

First, the sample solution 7 of fluorescent molecule 
was prepared according to the following procedures. 
The fluorescent molecules were those of rhodamine B 
being an adsorptive pigment. Rhodamine B was dis- 
solved in a predetermined concentration in methanol so- 
lution, thereby obtaining the sample solution 7. A silicon 
wafer of the diameter of 2 inches was used as the sub- 
strate 5. The lens cleaning paper 6 was placed on this 
substrate 5 and thereafter 50 u.l of the sample solution 
7 was dropped onto one end of the lens cleaning paper 

6 as shown in Fig. 1 B. Subsequently, the lens cleaning 
paper 6 was pulled so as to make the sample solution 

7 traverse the surface of substrate 5 before the metha- 
nol solution evaporated. 

Then quantitative evaluation of fluorescent photon 



number was carried out by the single photon counting 
method using the fluorescent photon measuring appa- 
ratus shown in Fig. 2. Fig. 2 is a schematic view to show 
the fluorescent photon measuring apparatus including 
5 the image processing device etc. In the drawing, a laser 
used as a light source 8 is a synchronous mode-locked 
dye laser with cavity damper pumped by a mode-locked 
argon ion laser. This laser had the pulse half width 10 
ps and the lasing wavelength 540 nm and was used re- 

10 petitively at the frequency 4 MHz and average output 1 4 
mW. For avoiding the problem of orientation of sample 
molecules, the excitation light is converted from linear 
polarization to circular polarization by Babinet-Soleil 
compensator 9 and the circularly polarized light was 

'5 made incident to the substrate 5 through lens 10. The 
substrate 5 is mounted on a stage 11 capable of moving 
three-diniensionally. 

A single photon counting video camera system is 
composed of a camera head 1 2 for counting single pho- 

20 tons, an image-intensifier (II) controller (hereinafter re- 
ferred to simply as a controller) 1 3, an image processing 
device 1 4 : and a computer 1 5. The camera head 1 2 is 
combined through a relay lens 16 with an epi-illumina- 
tion fluorescence microscope and this microscope has 

25 two lenses 1 7, 1 8. Fluorescence is collected with objec- 
tive tens 21 having the magnification of 100. 

This objective lens 21 was trade name "NIKON CF 
M Plan SLWD" available from NIKON CORP., which had 
the numerical aperture 0.75 and the working distance 

30 4.7 mm. Long-pass filter 19 (trade name "NIKON BA 
580" available from NIKON CORP.) and dichroic filter 
20 (trade name "Nl KON DM 51 0" available from NIKON 
CORP.) were used for intercepting the excitation light 
from the surface of sample on the substrate 5. These 

35 filters are a standard combination in use of green exci- 
tation light. 

An image digitized on the image processing device 
1 4 was of 51 2 x 483 pixels and each pixel was 0. 1 2 um 
The focal length of lens 1 8 was 1 00 mm and the intensity 

*o of excitation light was approximately 1 .8 W/cm 2 on the 
surface of sample. Data obtained was accumulated at 
the maximum sensitivity of the photon counting camera 
for 30 seconds. All of the devices described above were 
installed in a clean booth cleanliness of which was class 

^5 1000. All experiments except for those related to Figs. 
6A-6C described hereinafter were conducted at 296 K 
in the atmosphere. 

Fluorescence intensity distributions in the surfaces 
in which the adsorptive pigment was present were not 

50 uniform as shown in Figs. 4A-4D described hereinafter. 
However, the number of all photons summed up for the 
entire area of one image (512 x 483 pixels) were uni- 
form within the range of factor 3 except for the case of 
1.47 x 10' 7 M. Here, factor 3" means that the degree 

55 of dispersion is three times. In the case of Fig. 3, the 
dispersion of total fluorescent photon number in the con- 
centration of the sample solution being 1.47 x 10" 6 M 
is within the range of approximately 5000 counts to 
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15000 counts. This was described as being constant 
within the range of "factor 3." 

The total photon number approximately showed the 
linear relation against the pigment concentration used 
in the preparation of sample solution 7, as shown in Fig. 
3. Fig. 3 is a diagram to show the relationship between 
concentration of sample solution and total fluorescent 
photon number. The total fluorescent photon number is 
the sum of the number of fluorescent photons from the 
entire screen (51 2 X 483 pixels) and the number of pho- 
tons from the background. The degree of uniformity of 
adsorption was evaluated from dispersion of total pho- 
ton number in many images measured. 

The number of images used for the evaluation was 
10 in the case of 1.47 x 10 -4 M, 15 in the case of 1.47 
X 10" 5 M, 64 in the case of 1.47 x 10' 6 M, and 50 in the 
case of 1.47 x 10' 7 M. The dispersion obtained was 
within factor 3 in the cases of 1.47 x 10" 4 M, 1.47 x 10* 5 
M, and 1 . 47 x 1 0* 6 M. On the other hand, the dispersion 
was of the factor of approximately 1 5 in the case of 1 .47 
x 10' 7 M. 

The reason of this large dispersion is that in the 
case of 1 .47 X 10* 7 M luminous spots included per pixel 
are sporadic as shown in Fig. 4D described below. A 
dark count was measured while a window between the 
lens 16 and the lens 17 of the microscope shown in Fig. 
2 was closed so as to prevent the fluorescence from en- 
tering a photoelectric surface of the camera head 12. 
The dark count was 50 counts/30 sec/all pixels. The 
sensitivity of camera was set to the maximum. Further, 
the total background including this dark count with the 
window open was approximately 330 counts/30 sec/all 
pixels. The sample solution 7 was not deposited on the 
substrate 5 upon the measurement of background. 

Figs. 4A-4D are drawings to show the traces of mi- 
crophotographs of luminous spots of fluorescence ob- 
tained when the sample solution 7 of each concentration 
was prepared on the substrate 5. The concentration of 
each sample solution was 1 .47 X 10* 4 M in Fig. 4A, 1.47 
x 10- 5 M in Fig. 4B, 1.47 X 10~ G M in Fig. 4C, or 1.47 x 
10" 7 M in Fig. 4D. In these figures, the number of lumi- 
nous spots increased with increase in the concentration 
of sample solution 7 and was 3, 14, 78, or 117 in Figs. 
4Dto4A, respectively. However, in Fig. 4A, identification 
of luminous spot was obscure, because the background 
fluorescence increased. 

It is clear that the number of luminous spots satu- 
rates from Fig. 4A to Fig. 4B. This result suggests a pos- 
sibility that luminous spots of fluorescence are formed 
on sites suitable for adsorption of pigment. From these 
images it is further seen that background-like fluores- 
cent photons not contributing to the luminous spot ap- 
pear in the concentrations of 1.47 x 1 0" s M and more. 
This excessive fluorescence is neither due to the solvent 
of the sample solution nor the contaminations in the air, 
but is due to the pigment itself. 

The reason is that the concentration of sample so- 
lution is in the proportional relation with the total fluores- 



cent photon number per pixel (fluorescence of luminous 
spots + excessive fluorescence) as shown in Fig. 3. If 
this excessive fluorescence were caused by any con- 
tamination: the excessive fluorescence would appear 
s generally in the all images of Figs. 4A-4D independent 
of the concentration of sample solution. It is, therefore, 
understood that in the present invention taking-in of con- 
tamination from the outside hardly occurs, because the 
volatile solvent is used. 
10 Figs. 5A-5C are histograms to show statistical dis- 
tributions of occurrence frequency of fluorescent photon 
number obtained when the numbers were counted for 
fluorescent photons contributing to individual luminous 
spots of fluorescence. Figs. 5A to 5C correspond to the 
*5 cases where the sample solutions of 1.47 x 10" 5 M, 1.47 
X 10" 6 M t and 1.47 x 10" 7 M t respectively were used. 
The histogram was not made for the sample solution of 
1.47 x 10* 4 M : because identification of luminous spot 
became obscure because of the increase of the back- 
ground fluorescence. The histograms were made by 
putting the obtained fluorescence count numbers on the 
scale of 20-count intervals. There were some cases of 
luminous spots of 1000 counts or more, but they were 
excluded from the histograms. 

It is noted that the all three histograms illustrated in 
these figures show maxima at intervals of 100 counts. 
It is emphasized herein that the quantization at the in- 
tervals of 100 counts appeared independent of the con- 
centrations of the sample solutions used in the prepa- 
ration of adsorptive pigment. This result indicates that 
100 counts result from one pigment molecule under the 
experiment conditions set in the embodiment of the 
present invention. 

In addition to the above, there are two experimental 
facts to show that 100 counts result from one pigment 
molecule. The first fact is that optica! fading of pigment 
advances stepwise and each step occurs at approxi- 
mately 100 counts or at an integral multiple thereof 
(though the data is not presented herein). The second 
fact is that the number of fluorescent photons observa- 
ble from one pigment molecule under predetermined ex- 
periment conditions is approximately 100 counts. Ac- 
cordingly, the numbers of fluorescent photons quantized 
at the intervals of 100 counts as shown in Figs. 5A-5C 
correspond to one to eight pigment molecules. 

In the case of Fig. 4B, focusing attention on the lu- 
minous spots, the count numbers of 100 counts and in- 
tegral multiples thereof are localized in circles of areas 
of 78 to 11 3 pixels. On the other hand, for obtaining 100 
counts in the background part except for the luminous 
spots, it is necessary to set a circle of the area of about 
1200 pixels. This result infers that the excessive back- 
ground fluorescence except for the luminous spots as 
seen in Fig. 4Aand Fig. 4B must originate in fluorescent 
molecules non-localized and, presumably, moving. 

For verifying this inference, temperature depend- 
ence was checked of the form of fluorescence image. 
Specifically, it is expected that when the temperature is 



25 



30 



35 



40 



45 



SO 



6 



11 



EP 0 838 850 A2 



12 



decreased, the thermal energy driving the molecules 
decreases to eliminate the non-localized background 
and to make localized luminous spots appear. 

Figs. 6A-6C are drawings to show the traces of mi- 
crophotographs of luminous spots of fluorescence ob- 
tained when the temperature was changed in use of the 
sample solution of 1.47 X 10" 4 M. Fig. 6A shows lumi- 
nous spots of fluorescence observed at 66 K, Fig. 6B 
luminous spots of fluorescence observed when the tem- 
perature was raised to 300 K, and Fig. 6C luminous 
spots of fluorescence observed when the temperature 
was again decreased to 66 K. 

The luminous spots of fluorescence observed in 
Fig. 6A disappeared in Fig. 6B and were again observed 
in Fig. 6C. This supports the view that the non-localized 
fluorescence as shown in Figs. 4A and 4B described 
above is "due to the moving pigment molecules." It is 
thus clear that a single molecule layer of fluorescent 
molecules is formed on the surface of substrate 5. 

The details of observation of luminous spot of fluo- 
rescence in Figs. 6A-6C are as follows. In Fig. 6A t sev- 
eral luminous spots of fluorescence were seen inside 
fluorescence images of vague contour. In Fig. 6B almost 
all luminous spots of fluorescence observed at 66 K ex- 
cept for one disappeared. Further, several luminous 
spots of fluorescence again appeared in Fig. 6C. How- 
ever, the number of luminous spot and the contrast of 
luminous spot could change from the case of Fig. 6A. 
Particularly, the luminous spot indicated by arrow A dis- 
appeared completely. The luminous spot indicated by 
arrow B was seen in common to the three images 
(wherein the luminous spot is not accompanied by the 
background of luminescence image of vague contour). 
The luminous spot, however, was observed in a some- 
what vertically elongated shape in the case of 300 K 
(Fig. 6B). Therefore, this luminous spot is considered to 
be one from a site suitable for adsorption of pigment. 

Some of the experiment conditions used herein 
were different from those in the cases of Figs. 4A-4D. A 
cryostat for optical microscope was added onto the 
stage 11 . The atmosphere of the substrate 5 on which 
the sample was placed was not the atmospheric pres- 
sure, but was 10" 6 to 10- 7 Torr. The objective lens 21 
was an objective lens having the magnification 20, the 
numerical aperture 0.4, and the working distance 20 mm 
(trade name "NIKON CF M Plan SLWD" available from 
NIKON CORP.). The objective lens of low magnification 
was used for decreasing on an apparent basis influence 
of optical aberration caused by a quartz window 1.5 mm 
thick of the cryostat. 

Since the experiment conditions were changed as 
described, quantitative comparison was not applicable 
between the photon numbers measured in Figs. 6A-6C 
and the photon numbers measured in Fig. 3 to Figs. 5A- 
5C. Therefore, let us focus attention only on the temper- 
ature dependence of fluorescent screen. The number of 
total photon counts from the entire image was 69618 in 
Fig. 6A, 29141 in Fig. 6B, and 49012 in Fig. 6C. No re- 



peatability was thus seen between Fig. 6Aand Fig. 6C. 

On the other hand, when attention is focused on the 
luminous spot indicated by arrow B, the count number 
thereof is 797 in Fig. 6A, 478 in Fig. 6B, and 769 in Fig. 
5 6C. Repeatability thus does exist between Fig. 6A and 
Fig. 6C. The count number decreased from Fig. 6A to 
Fig. 6C in the entire image, which is possibly because 
the pigment molecules desorbed from the substrate 5 
under the reduced pressure of atmosphere. 
'0 This result supports the view that there exists some 
molecules of adsorptive pigment weakly adsorbing on 
the substrate 5. On the other hand, the repeatability of 
count number supports the view that the luminous spot 
indicated by arrow B is one from a site suitable for ad- 
*5 sorption of pigment. A mechanism for decreasing the 
count number of this luminous spot at 300 K (Fig. 6B) 
from those at 66 K (Figs. 6A and 6C) can be explained 
by the fact reported before (for example, Kemnitz, K., 
Tamai, N. : YamazakL I., Nakashima, N., Yoshihara, K., 
20 J. Phys. Chem. 1986, 90, 5094-5101). 

It is understood from the above that the pigment 
molecules made to adsorb without any fixing process 
on the surface of solid matter take two different states, 
localized and non-localized states. (1 ) The localized flu- 
25 orescent photons form clusters and the clusters are 
composed of various numbers of (one to several) pig- 
ment molecules. This result is independent of the con- 
centration of sample solution used in the preparation of 
adsorptive pigment. (2) On the other hand, the non-lo- 
30 calized fluorescent photons were found in the case 
where the adsorptive pigment was prepared using the 
sample solution of higher concentration than 1.47 x 10' s 
M. This is caused by motion of pigment molecule. These 
newly found facts are expected to contribute to under- 
35 standing the physical properties of pigment molecule in 
the adsorbed state in more detail than before. 

in general, many chemical phenomena occurring 
on the surface of the substrate or the like are considered 
to be sensitive to two-dimensional arrangement or mo- 
40 tion of adsorptive molecule. For example, reaction or ca- 
talysis on the surface of the substrate or the like occurs 
only when molecules encounter molecules or the sur- 
face of substrate so as to match a suitable reaction path. 
In the surface chemistry, clarification thereof is consid- 
is ered to depend essentially on understanding of motion 
of molecules of adsorptive system. In the past enormous 
studies in the adsorptive system, a descriptive image 
was assumed such that the molecules were uniformly 
distributed and fixed. To the contrary, the present inven- 
50 tion verified that such an assumption was not always 
correct. The molecules to which the method for placing 
the fluorescent molecules on the surface of substrate 
according to the present invention, which may be so 
called as a fluorescent single molecule imaging method, 
55 can be applied are limited only to fluorescent ones, but 
important applications thereof can be contemplated. 

Some applications of the method will be found in 
the analytical chemistry in the near future. In an appli- 
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cation, a very small number of fluorescence-labeled or 
self-fluorescent target molecules ! one target molecule 
in the extreme case, will be prepared on a surface of a 
substrate such as the silicon wafer. The method of the 
present invention needs to be further developed as the 
key technology to measurement of fluorescence in a 
miniaturized analytical chemistry system of a type utiliz- 
ing the microscopic structure made on the surface of sol- 
id matter by the photolithography technology Miniatur- 
ization of analytical chemistry system nowadays is the 
technology rapidly developing in the analytical chemis- 
try. To understand the localization and motion properties 
of individual pigment molecules on the surface as clar- 
ified by the present invention would be a starting point 
for contemplating movement and fixation of molecule 
that must be required of future single molecule analyz- 
ing systems making use of the surface of solid matter. 

Example 2 

Next conducted was an experiment for clarifying a 
possibility that the luminous spots of fluorescence were 
coincident with positions of such holes as to selectively 
adsorb rhodamine B. The preparation of sample solu- 
tion 7, the formation of single molecule layer on the sub- 
strate 5, etc. were carried out in the same manner as in 
Example 1 . 

Adopted in Example 2 was the light-scattering 
method for radiating laser light to the substrate 5, three- 
dimensionally capturing scattered light from the surface 
of substrate 5 under the experiment conditions de- 
scribed below, and recognizing actual states of defects 
and particles on the surface of substrate 5 from a scat- 
tering intensity distribution of the scattered light. In 
measurement of intensity of scattered light, intensities 
of scattered light can be measured in the range of 1 to 
10 -8 when an output obtained upon direct incidence of 
the laser light to a detector is defined as 1 . 

From the observation result as shown in Fig. 4D de- 
scribed above, it was presumed that originally existing 
holes on the substrate 5 covered by native oxide were 
mainly present at the positions where the luminous 
spots of fluorescence were observed. A possible inter- 
pretation behind this presumption is as follows. 

The reason why the number, of luminous spots of 
fluorescence increases as the concentration of rhodam- 
ine B solution, which is the adsorptive pigment used for 
preparing the sample solution 7, increases from 10 -7 M 
via 10" 6 M to 10' 5 M is that rhodamine B gradually fills 
the holes on the substrate 5. 

On the other hand, the number of luminous spots 
of fluorescence almost saturated in 10 -5 M of the con- 
centration of rhodamine B solution used for preparing 
the sample of adsorptive pigment and the fluorescence 
not forming any luminous spot increased in 10" 4 M ; 
which is because the holes were completely filled with 
rhodamine B and excessive rhodamine B overflowed. 
Thus, the adsorptive sample prepared with the rhodam- 
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ine B solution of 1 0' 5 M was used in the following exper- 
iment. The reason is that if the aforementioned pre- 
sumption is correct a high correlation will be expectedly 
seen between the positions of luminous spots of fluo- 
5 rescence and the positions of holes in this sample. 

Using the fluorescent photon measuring apparatus 
shown in Fig. 2, observation was carried out on the sam- 
ple prepared with the method described in Figs. 1 A and 
1 B with exciting the sample by laser and removing the 

io long-pass filter (LP) 1 9 for cutting the excitation light but 
transmitting fluorescence, having been used upon the 
measurement of fluorescence, from the microscope. 
Observed were spots due to scattering of the green la- 
ser light. A trace of this microphotograph is shown in 

*s Fig. 7 A. Fig. 7 A shows a trace of the microphotograph 
obtained when scattered light was observed from the 
sample 7 prepared with the rhodamine B solution of 10" 5 
M without the long-pass filter 1 9, which was a filter for 
observing fluorescence. 

20 As apparent from this figure, only luminous spots 
due to scattering of laser were observed. The laser used 
was an argon ion laser of continuous lasing (514.5 nm) 
and the power density thereof was approximately 0.05 
W/cm 2 . The sensitivity of the photon counting camera 

25 used for measurement of image was set to the mini- 
mum. In the figure, arrows A indicate luminous spots of 
scattered light of laser coincident with the positions of 
luminous spots of fluorescence. On the other hand, ar- 
rows B indicate luminous spots of scattered light of laser 

30 not coincident with the positions of luminous spots of 
fluorescence. 

Then an image of fluorescence was observed in the 
same field as in the observation of the image of Fig. 7A, 
with the long-pass filter 19 being mounted. A trace of 

35 the microphotograph at this time is shown in Fig. 7B. 

In Fig. 7B, the power density of the argon ion laser 
of continuous lasing (514.5 nm) was approximately 5 W/ 
cm 2 and the sensitivity of the photon counting camera 
used for measurement of image was set to the maxi- 

40 mum. An arrow A indicates a luminous spot of fluores- 
cence not coincident with any position of luminous spot 
of scattered light of laser. This result shows that the 
rhodamine B itself is not a cause of the luminous spots 
of scattered light of laser. The sensitivity of the photon 

45 counting camera used herein is approximately 10 4 
greater than that in the case of the image of Fig. 7A. 
Since it was difficult to precisely compare the positions 
of luminous spots of scattered light of laser with the po- 
sitions of luminous spots of fluorescence from the imag- 

50 es shown herein, selection of luminous spots from Figs. 
7A and 7B was conducted using the original microphoto- 
graphs. 

From comparison of the images of Figs. 7A and 7B, 
it is seen that there is a high correlation between the 
55 positions of luminous spots by the laser light and the 
positions of luminous spots of fluorescence. This exper- 
iment supports the presumption that the positions where 
the luminous spots of fluorescence were observed are 
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mainly those of the originally existing holes on the sub- 
strate 5 covered by native oxide. Of course, we cannot 
completely negate a possibility that particles adhering 
to the substrate 5 are a cause of the luminous spots of 
scattered light of the laser light. 

However, when observation was carried out using 
the substrate 5 polluted with particles that could be 
wiped off by cleaning paper that is, when observation 
was carried out without wiping-off by the lens cleaning 
paper 6 : the correlation between the positions of lumi- 
nous spots of scattered light of laser and the positions 
of luminous spots of fluorescence was not so good : as 
shown in Figs. 8A and 8B, when compared with Figs. 
7 A and 7B. Figs. 8 A and 8B are drawings to show the 
traces of microphotographs taken under the same 
measurement conditions as in Figs. 7A and 7B, respec- 
tively. In Fig. 8A the luminous spots of scattered light 
coincident with the positions of luminous spots of fluo- 
rescence are indicated by black dots indicated by ar- 
rows. 

The holes and particles, i.e., concave portions and 
convex portions, both are observed in the observation 
of scattered light of laser: whereas the holes, i.e., the 
concave portions, are observed in the observation of flu- 
orescence. Therefore, the correlation is not so good be- 
tween Figs. 8A and 8B. Accordingly, measurement of 
only concave portions becomes possible by taking the 
observation results of the scattered light of laser and the 
fluorescence into consideration. Namely, it becomes 
possible to determine whether a spot of scattered light 
of laser results from a particle or from a defect. Partic- 
ularly, it becomes easier to detect a defect that is con- 
cave with respect to the surrounding surface. 

As described above, structural defects of the sur- 
face of substrate can be visualized from the luminous 
spots of fluorescence and the luminous spots of scat- 
tered light. 

As described above, according to the present in- 
vention, the fluorescent molecules are dissolved in the 
volatile, organic solvent, so that the measurement of flu- 
orescence can be conducted without taking contamina- 
tions in from the outside and without being obstructed 
by the solvent and the contaminations. Since the lens 
cleaning paper is pulled so as to make the sample so- 
lution dropped onto the lens cleaning paper traverse the 
surface of substrate, the single molecule layer of fluo- 
rescent molecules with high uniformity can be readily 
placed on the surface of substrate. 

Since measurement is done for the single molecule 
layer of fluorescent, molecules with high uniformity 
placed on the surface of substrate, the measurement of 
fluorescence can be carried out accurately and the 
structural defects can be visualized on the surface of 
substrate from the luminous spots of fluorescence. 

Further, since measurement is done for the single 
molecule layer of fluorescent molecules with high uni- 
formity placed on the surface of substrate, the present 
invention presents such effects that the measurement 



of scattered light can be carried out accurately and that 
the structural defects can be visualized on the surface 
of substrate from the luminous spots of scattered light. 
From the invention thus described, it will be obvious 

5 that the invention may be varied in many ways. Such 
variations are not to be regarded as a departure from 
the spirit and scope of the invention, and all such mod- 
ifications as would be obvious to one skilled in the art 
are intended for inclusion within the scope of the follow- 

10 jng claims. 



Claims 

is 1. A method for placing fluorescent single molecules 
on a surface of a substrate, on the occasion of car- 
rying out measurement of fluorescence of fluores- 
cent molecules, comprising the steps of: 

20 dissolving said fluorescent molecules in a pre- 

determined concentration in a volatile, organic 
solvent, thereby preparing a sample solution: 
placing a slip of paper on a substrate where the 
measurement of fluorescence is carried out; 

25 dropping said sample solution onto said slip of 

paper placed on said substrate: arid 
then pulling said slip of paper so as to make the 
dropped sample solution traverse said surface 
of the substrate before said organic solvent 

30 evaporates. 

2. A method for placing fluorescent single molecules 
on a surface of a substrate, according to Claim 1, 
wherein said organic solvent is one selected from 

35 the group consisting of alcohols, ethers, and ace- 
tone. 

3. A method for placing fluorescent single molecules 
on a surface of a substrate, according to Claim 1 , 

•to wherein said slip of paper is a slip of paper selected 
from the group consisting of lens cleaning paper, 
carbon base paper, and thin paper. 

4. A method. for placing fluorescent single molecules 
^5 on a surface of a substrate, according to Claim 1 , 

wherein the concentration of said fluorescent mol- 
ecules is 10* 4 M or less. 

5. A method for visualizing a structural defect of a sur- 
50 face of a substrate, on the occasion of carrying out 

measurement of fluorescence of fluorescent mole- 
cules, comprising the steps of: 

dissolving said fluorescent molecules in a pre- 
55 determined concentration in a volatile, organic 

solvent, thereby preparing a sample solution; 
placing a slip of paper on a substrate where the 
measurement of fluorescence is carried out; 
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dropping said sample solution onto said slip of 
paper placed on said substrate: 
pulling said slip of paper so as to make the 
dropped sample solution traverse said surface 
of the substrate before said organic solvent s 
evaporates, thereby placing the fluorescent 
single molecules on the surface of the sub- 
strate; 

radiating laser light to the surface of said sub- 
strate on which said fluorescent single mole- to 
cules are placed; 

then measuring fluorescence generated in said 
surface of the substrate; and 
obtaining a luminous spot of fluorescence from 
the fluorescence measured. ts 



1 0. A method for visualizing a structural defect of a sur- 
face of a substrate, according to Claim 9, wherein 
said organic solvent is one selected from the group 
consisting of alcohols, ethers : and acetone. 

11. A method for visualizing a structural defect of a sur- 
face of a substrate, according to Claim 9, wherein 
said slip of paper is a slip of paper selected from the 
group consisting of lens cleaning paper, carbon 
base paper, and thin paper. 

1 2. A method for visualizing a structural defect of a sur- 
face of a substrate, according to Claim 9, wherein 
the concentration of said fluorescent molecules is 
lO^Morless. 



A method for visualizing a structural defect of a sur- 
face of a substrate, according to Claim 5, wherein 
said organic solvent is one selected from the group 
consisting of alcohols, ethers, and acetone. 20 

A method for visualizing a structural defect of a sur- 
face of a substrate, according to Claim 5, wherein 
said slip of paper is a slip of paper selected from the 
group consisting of lens cleaning paper, carbon 25 
base paper, and thin paper. 

A method for visualizing a structural defect of a sur- 
face of a substrate, according to Claim 5, wherein 
the concentration of said fluorescent molecules is 30 
10* 4 Mor less. 



1 3. A method of placing a molecular layer of a material 
on a surface I the method comprising applying a 
suspension of the material in a volatile solution to a 
carrier wiping the carrier over the surface to deposit 
the suspension thereon, and allowing the solution 
to evaporate so as to leave a molecular layer of the 
material on the surface. 

14. A method of highlighting irregularities of a surface, 
the method comprising placing a molecular layer of 
a fluorescent material on the surface according to 
claim 13, and thereafter illuminating the layer and 
detecting light scattered by irregularities of the sur- 
face. 



A method for visualizing a structural defect of a sur- 
face of a substrate, on the occasion of carrying out 
measurement of scattered light of the surface of the 35 
substrate on which fluorescent molecules are de- 
posited, comprising the steps of: 

dissolving said fluorescent molecules in a pre- 
determined concentration in a volatile, organic 40 
solvent, thereby preparing a sample solution: 
placing a slip of paper on a substrate where the 
measurement of scattered light is carried out; 
dropping said sample solution onto said slip of 
paper placed on said substrate; 45 
pulling said slip of paper so as to make the 
dropped sample solution traverse said surface 
of the substrate before said organic solvent 
evaporates, thereby placing the fluorescent 
single molecules on the surface of the sub- so 
strate; 

radiating laser light to the surface of said sub- 
strate on which said fluorescent single mole- 
cules are placed; 

then measuring scattered light generated in 55 
said surface of the substrate; and 
obtaining as luminous spot of scattered light 
from the scattered light measured. 
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